In spite of the extreme importance of phosphate esters as metabolic intermediates, published reports on studies of their changes in muscle of fish, especially such dealing with acid soluble nucleotides, are few in number1), 2).
According to the facts related to the role of these esters in living muscle, it may be considered that the freshness of fish must be closely related to the changes in the acid soluble nucleotides. By determining the contents of ribose derived from the nucleotides, J. M. SHEWAN and N. R. JONES3) applied the principle to estimating the freshness of fish. On the other hand, in the previous papers4),5),6) it has been reported that when carp muscles are frozen at a slow rate there occur rapid splitting of ATP* and instantaneous accumulation of IMP. Furthermore IMP thus formed is slowly converted to inosine and then to hypoxanthine. At room temperature these changes are accelerated and as a result inosine and hypoxanthine, especially the latter, are accumulated predominantly.
Using these results as a basis it has been considered that the freshness of raw or frozen fishes may be judged by estimating their contents of inosine and hypoxanthine.
Two grams of fish muscle was ground in 20ml. of 4 per cent cold perchloric acid solution by hand in a mortar. The extract was filtered and 10ml. of the filtrate was used for analysis. Hypoxanthine, inosine and nucleotides were separated by the hy drochloric acid gradient elution system on Amberlite IRA-400. The details of the system have been described previously6). 
